Materials and methods

Estimation of plasma free hemoglobin level (fHB)
The fHB level in whole blood at static and subsequent vortex condition was measured in each sample through colorimetric assay using the Drabkin's reagent (Sigma-Aldrich, Saint Louis, Missouri, USA) 13 .
Markers of oxidative stress in vortexed RBCs
To monitor levels of peroxynitrite by DHR-123 and total Reactive Oxygen species ( h values were used to calculate polarization and anisotropy. RBC pre-treated with L-NAME was used as a negative control.
RBC deformation under optical trap
Single RBC deformation was studied by laser trap. 
